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The spectrophotometirc method is used to assay the glucose levels in samples.

Materials
● Spectrophotometer
● Test tube stand
● Test tubes
● Water bath
● Sodium hydroxide
● Distilled water
● Sample
● Sodium potassium tatrate tetrahydrate (Rochelle salt)
● Paper filter
● Cotton or marble

Methods
DNS Reagent Preperation
[1] [2]

1. In 1000mL beaker:
a. Add 10g of 3,4-dinitrosalicyclic acid in 200mL of distilled water
b. Continously and slowly stir in 10g NaOH dissolved in 150mL distilled water [3]

2. Incubate in water bath at 50°C while stirring until solution clears
3. In small portions, add 403g of Rochelle salt
4. Filter mixture with filter paper
5. Fill volume to 1000mL with water
6. Store in a dark glass bottle at temperature below 20°C

a. Can be stored for 3-4 weeks

Sugar Solution Preperation
[1] [2]

1. Add 250mg of glucose in distilled water and make up volume to 100mL
a. This is the stock standard

2. Take 10mL from standard stock and make up to 100mL
a. This is the working standard

DNS Assay
[1] [2]



1. In 7 clean and dryed test tube, pipette out standard sugar solution in different quantities
ranging from 0-3mL:

a. 0.000mL, 0.500mL, 1.000mL, 1.500mL, 2.000mL, 2.500mL, 3.000mL
2. Bring volume of all test tubes up to 3mL with distilled water

a. 3.000mL, 2.500mL, 2.000mL, 1.500mL, 1.000mL, 0.500mL, 0.000mL
3. Add 1mL DNS Reagent to each tube and mix.
4. Plug test tube with cotton or marbles and place in boiling water for 5min, then allow to

cool to room temperature.
5. Pipette 1.5mL into each cuvette, run spectrometer, record blank at 540mm.
6. Create strand curve for stock sugars, record data and compare with unknown samples

prepared with the same procedure; use 540mm.

Results
(Include analyzed data here with a link to the folder of the raw data)
(Present data in tables or figures; Include captions for tables and figures that reiterate
specific details about the experiment (e.g., time, temperature, replicates)

Key Findings
(Comment on the conclusion of the results, and what the next steps are)
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Changes:
a. 10g of NaOH were not specified for the DNS reagent, no amount was on the original

website [1], through following the original paper [2] that this website references another
paper [3] was referenced which seems to be where this procedure originates from, it
calls for a 1% i.e. 10g NaOH solution for the DNS reagent stock

b. Exact sugar curve concentrations were not listed, only a range given, based on that 7
concentrations were derived.

c. Step of pieptting samples from test tube to cuvettes was not specified, added to this
protocol.
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